on behalf of the PREOBE team Abstract Background: Maternal overweight, obesity, and gestational diabetes (GD) have been negatively associated with offspring development. Further knowledge regarding metabolic and nutritional alterations in these mother and their offspring are warranted.
Background
The concept of early programming of child health is an established and highly relevant research field [1] [2] [3] [4] . Numerous experimental and epidemiological studies have shown that nutritional alterations in pre-, peri-, and postnatal stages of life may have a significant impact on the future health and development on a child. Associations have been found into adulthood with metabolic diseases, neurodevelopmental impairments, cancer, and immunological function alterations [2, 4, 5] . Obesity during pregnancy is one of the most established risk factors for negative long-term programming. In addition to its short term risks such as preterm birth, and macrosomia [6, 7] , obesity have also been associated with increased risks of metabolic and immunological dysfunctions and of poor neurodevelopment [4, 5, [8] [9] [10] [11] . Considering that a large proportion of women of reproductive age in developed countries enter pregnancy being overweight or obese, and the numbers are increasing, these described associations constitute a threat to future child health [12] .
To better understand the intrauterine programming following maternal obesity, more knowledge is required. Obesity is closely correlated to the metabolic complication gestational diabetes (GD) and therefore, alterations in glucose regulation have been proposed as a candidate explaining the mechanism [13, 14] . It is unclear whether the previously observed correlations are applicable to non-diabetic overweight or obese pregnancies. Several other possible risk factors of non-optimal maternal metabolism or nutrition have also been proposed, such as maternal weight gain during pregnancy [15] , alterations in the regulation of folate [16] or leptin [17] , deficiency of vitamin D [18] or iron [19, 20] , or influences of the fatty acids profiles [21, 22] . But for the most, the exact role of these biomarkers is still left to explore, since most previous research is based on retrospective epidemiological studies. There is also a lack of knowledge on how these metabolic markers actually differ between healthy mothers and those with overweight, obesity, and GD respectively.
To add knowledge to the field of early programming following maternal metabolic pathologies, we designed the PREOBE trial, with the overall objectives to establish a cohort of mother-child pairs and explore the short-and long-term effects of maternal overweight, obesity and GD compared to controls, on peri-and postnatal outcomes in the mother and her offspring. Maternal nutritional biomarkers, placental function and growth were monitored during pregnancy as well as the short-and long-term health and development of the offspring. In the present paper, we aimed to describe the methodology and baseline outcomes of the PREOBE study.
Methods

Study design and subjects
This study was designed as a prospective observational cohort study and included no interventions. The study recruitment was performed between 2008 and 2012, through a collaboration with the Clinical University Hospital San Cecilio and the Mother-Infant University Hospital of Granada, Granada, Spain and their peripheral health centers. Pregnant women attending antenatal clinics for regular check-up were approached by study staff and invited to participate in the study. The inclusion criteria were: single pregnancy at 12-34 weeks of gestation (preferably before 20 weeks), age between 18 and 45 years, no simultaneous participation in any other research study, no drug treatment, no vegan diet, and no diagnosed diseases other than obesity, overweight or gestational diabetes. In total 474 pregnant women were assessed for eligibility. Nineteen did not meet the inclusion criteria, 15 due to pre-gestational diabetes and 4 due to underweight, and 124 did not come back for the first study visit (without stating why). The 124 cases of early drop were mostly normal weight mothers without GD (n = 107) but they were similar in age and educational level with those who remained. Of the 331 included mothers, 269 were included before 24 weeks of gestation. However, due to the lack of mothers diagnosed with GD at that early part of gestation, another 62 were recruited after 24 weeks (Fig. 1 ). All included women were allocated into four different groups based on the calculated pre-gestational body mass index (BMI) and the gestational diabetic status at 34 weeks:
1. Normal weight (18.5 ≤ BMI < 25 and no diagnosed gestational diabetes), n = 132 2. Overweight (25 ≤ BMI <30 and no diagnosed gestational diabetes), n = 56 3. Obese (BMI ≥30 and no diagnosed gestational diabetes), n = 64 4. Gestational diabetes (and BMI ≥18.5), n = 79
We actively searched for mothers in the latter three groups, and the GD group included both mothers who had already been diagnosed with GD and by those from the first three groups who developed GD between recruitment and 34 weeks and accordingly switched group. The diagnosis of GDM was made by the local clinicians at the hospital and was based on an oral glucose tolerance test (OGTT), interpreted according to the National Diabetes Data Group criteria [23] and the Third International Workshop-Conference on Gestational Diabetes Mellitus [24] . To increase the sample size, we included mothers from all three weight categories. Consequently, the GD-group included women with normal weight (n = 32), overweight (n = 23), and obesity (n = 24). According to the local hospital routines at time of the study, the mothers diagnosed with GD were offered to participate in an endocrine-nutritional programme to optimize glucose control using nutritional and lifestyle recommendations. In some cases they received medical treatment including oral antidiabetics or insulin therapy if they needed it. This intervention was not part of the present study and neither monitored individually. The overweight and obese mothers without GD received no similar intervention.
Ethics, consent and permissions
The project was approved by the Bioethical Committees for Clinical Research of the Clinical University Hospital San Cecilio and the Mother-Infant University Hospital of Granada, Granada, Spain. An ethical approval was also obtained by the Research Bioethical Committee of the University of Granada. Written informed consent was obtained from all participants at study entry, and after received full information from a research group member.
Data collection during pregnancy
The data collection procedures during pregnancy and at delivery are summarized in Table 1 . At the recruitment visit, information was collected regarding maternal prepregnancy weight, used for calculation of the prepregnancy BMI, and sociodemographic and medical background including ethnicity, education, age, number of previous pregnancies/children, smoking habits, and alcohol consumption. The pregnant women were also asked about prior or current supplements of vitamins or 1 Of the 269 mothers included before 24 weeks, 248 remained at delivery and were analyzed in the present paper including 247 blood samples.
2 At 34 weeks, 21 had dropped out and 5 cases abstained the visit, two of them due to preterm birth. Blood was drawn in 304 mothers.
3 At delivery, 245 cases called the study staff to collect blood samples from mothers (219) and umbilical cord (186), and placental samples (236). For remaining cases, only delivery record data was collected minerals. At 24 and 34 weeks of gestation, all pregnant mothers enrolled were called back for a visit including an anthropometric revision, bio-impedance measurements, and collection of maternal venous blood, urine, cheek cell and fecal samples. The fecal samples were analyzed for microbiota as has been described elsewhere [25] . Furthermore, maternal dietary habits and physical activity were recorded by several questionnaires, and fetal growth and development was assessed by ultrasound measurements.
Data collection at delivery
All participating mothers were instructed to contact the study center at the time of admission at the delivery ward. Whenever possible, study staff attended the delivery and measured the placental weight and circumference and collected cord blood and placental samples, immediately after cord clamping. Furthermore at delivery, a venous blood puncture was drawn from the mother. Maternal weight at delivery was collected from medical records and weight gain during pregnancy calculated. Maternal data collection also included a repeated follow up until 18 months of life including postpartum questionnaire, anthropometric and bio-impedance measures, dietary records, and in a subsample also breast milk samples.
With regard to the offspring, the following perinatal data was collected at time of delivery: infant gender, gestational age at birth, infant anthropometrics including head, chest, mid-arm, and abdominal circumference, hip-knee, knee-heal, admission to neonatal ward, Apgar score, and mode of delivery (vaginal or caesarian section). Whenever possible, the offspring's meconium and feces at different visits within the follow-up were collected and stored for gut microbiota study. Finally at birth, cheek cells were collected and stored at − 80°. The latter have been analyzed for fatty acid profiles, and different polymorphisms in genes including FADS and ELOVs and PPRG [26] .
Laboratory analyses
The maternal blood samples from 24 weeks, 34 weeks, and delivery as well as the umbilical cord blood were analyzed for hematologic and biochemical markers at the laboratory of Clinical University Hospital "San Cecilio", Granada, Spain including the following: Hematological parameters (Hemoglobin [Hb] and mean corpuscular volume [MCV]), erythrocyte sedimentation rate (ESR), . The analyses also included fatty acids profile in plasma phospholipids. Apart from direct analyses above, we analyzed lymphocyte subpopulations and serum and plasma aliquots were also stored at −80°C for later analyses as described in Table 1 . The placental samples were analyzed for fatty acids content, lipid pro-oxidation, phospholipid profiles, and expression of placental key genes related to energy, proteins, carbohydrates, iron and fatty acids transport and metabolism. The results are partly published elsewhere [20, 27, 28] .
Statistics
All statistical analyses were performed using the SPSS statistical software package for Windows (version 22.0; IBM SPSS Inc., Chicago, IL, USA). Continuous, normally distributed variables were displayed as mean and standard deviation (SD) and explored by analysis of variance, while variables showing skew distribution were presented as median and inter quartile range (IQR) and analyzed using non-parametric rank sum tests. We used ANOVA, Kruskal-Wallis rank sum test, or Chi square test to compare the four PREOBE-groups. The comparisons were performed without confounder adjustment. In outcomes with group size in the overweight or obese group less than 20, the two groups were combined together resulting in three groups to compare. In case of significant group differences, a post hoc test was used to explore the overweight, obese and gestational diabetic groups against the normal group. The post hoc tests were adjusted for multiple comparisons by multiplying the p-value with the number intergroup comparisons (two or three). P-values < 0.05 were considered statistically significant.
Results
From the 331 pregnant women included in the current study, 21 dropped out before the visit at 34 weeks. Another 5 of them did not attend the visit at 34 weeks (two of them due to preterm delivery) but remained in the study for postnatal follow-ups. Thus, 310 motherchild pairs were considered as remaining at delivery and included in the analyses of the present paper. The compliance to participate at each visit was generally low and furthermore, some women occasionally refused blood sampling. The number of cases visiting the study center, as well as the number of blood samples drawn is described in Fig. 1 . At time of delivery, we were only able to participate for data collection in a subsample due to the fact that the mothers forgot to contact the research team at time of delivery. Cord blood sampling was further limited in numbers due to the tight time limit to perform the collection.
Maternal characteristics and outcomes
The background and baseline characteristics of the mothers who completed the study, together with their laboratory and anthropometric outcomes are shown in Table 2 . With regard to the sociodemographic background, we found that GD mothers were significantly older than the controls (multiple comparison adjusted value [adj. p] was <0.001). Furthermore, the obese group had generally lower prevalence of university education (adj. p <0.001). However, no significant differences were found in ethnicity, parity, smoking or alcohol intake. The average weight gain during pregnancy was significantly lower in the obese (adj. p <0.001) and diabetic (adj. p <0.001) groups. The reported intake of supplements before study entry was generally high. We found a significantly lower proportion of mothers in the obese group reporting intake of folic acid (adj. p = 0.015) and higher proportions of mothers in the GD group reporting intake of B12 (adj. p = 0.039).
The biochemical variables differed significantly in several measures. TS, Hb, vitamin B12, folate, and cortisol were lower in the overweight or obese group at some time-points, while ferritin, CRP, ESR, uric acid, HbA1c, and insulin showed higher levels in obese and/or overweight mothers compared to controls. The GD group showed lower values of Hb but higher levels in folate, CRP, ESR, glucose, and in HbA1c. Regarding creatinine and TSH no significant differences nor trends of differences were observed.
Perinatal outcomes and cord blood analyses
The perinatal data collected at delivery are presented in Table 3 . The obese group had significantly higher placental (adj. p <0.001), and infant weight (adj. p = 0.003) but also higher placental/fetal weight ratio (adj. p = 0.018). The prevalence of macrosomia, defined as birth weight >4000 g was significantly higher in the obese group compared to the normal group with an odds ratio (95 % CI) of 4.6 (1.4-14.9), adj. p = 0.018. Also the mean infant waist circumferences (adj. p = 0.028) and chest circumferences (adj. p = 0.020) were higher in the obese group. The diabetic group had a higher prevalence of caesarian delivery (adj. p = 0.038) and the infants had a higher weight/height ratio (adj. p = 0.032). We observed no significant differences between any groups in gestational age at birth or in prevalence of preterm birth or LBW.
ESR in cord blood was only measured in one infant from the normal group and for this reason we could not analyze this variable. Remaining laboratory measures from cord blood are shown in Table 4 . Although the overweight and obese groups were combined, the number of analyzed cases was low, and no significant differences were observed in the overweight/obese group compared to the normal group. There was an overall group differences in Vitamin B12-levels and a trend suggesting lower levels in the overweight/obese group. However, only 3 cases were analyzed in the normal group and consequently the difference did not reach significance (adj. p = 0.4). Similarly, due to low numbers analyzed, there was a non-significant trend of higher glucose and HbA1c-levels in cord blood from the GDgroup (adj. p = 0.160 and 0.074 respectively). The only significant post-hoc comparison was observed in folate which was higher in the GD-group compared to controls (adj. p = 0.024).
Discussion
In the present paper we explored maternal and perinatal alterations in pregnancies following maternal overweight, obesity and GD, all suggested risk factors of non-optimal programming of long-term child health. In agreement with our hypothesis, we observed several significant differences compared to controls. All three groups of mothers showed significant differences in levels of some of the metabolic biomarkers explored. The infants born to the obese mothers differed in their anthropometrics including higher birth-and placental weight and higher placental-neonatal weight ratio. They also had a higher risk of macrosomia, while the offspring born to women with GD showed no anthropometric differences compared to controls. The cord blood analyses were limited due to sample size and we found only that offspring born to GD mothers had higher levels of folate and a non-significant trend of higher glucose and HbA1c. The maternal group differences observed in the present paper were mostly in accordance with previous research. The GD mothers had significantly higher age. This is a previously well described correlation [29] and may be an important confounding factor in long term studies of the offspring. Regarding maternal anthropometrics, we found slower weight gain during pregnancy in obese mothers as it has been previously described [30] . This is of clinical importance since it has been shown that maternal overweight/obesity and weight gain during pregnancy are both and independently associated with increased obesity in the offspring [15] . Considering these observations, we find it relevant to follow the present cohort and explore how the maternal age and weight gain during pregnancy correlates to later health markers of the offspring in the four groups respectively. Higher glucose and HbA1c-levels in the mothers of the GD group were expected by definition. We also observed higher insulin and HbA1c-levels in the overweight and obese mothers, suggesting alterations also in their glucose metabolism. Interestingly, there was a trend of higher glucose and HbA1c also in the cord blood of diabetic offspring. Since insulin and HbA1c are not transferred to the fetus and maternal insulin has little effect on the placenta, the observation is most likely explained by differences in glucose transfer [14] . More specifically, it is suggested that higher glucose levels in the mother causes relatively higher levels in the fetus and consequently affect its metabolism. The relevance of these non-significant observations are unclear, however they are concurrent with the 'in utero' hypothesis, suggesting that an increased intrauterine exposure to glucose occurs in the fetus if the levels are altered in the mother. This hypothesis has been considered an important key to the long-term risk for obesity [31] , and we plan to analyze the correlation with long term health outcomes in the children of the PREOBE cohort.
Overweight and obesity are also associated with increased risk of iron deficiency [32] , another well explored candidate for unfavorable perinatal programming [33] . Thus, the observed lower levels of TS, Hb, and ferritin at delivery were not unexpected but nevertheless interesting considering future neurodevelopmental assessments of the present cohort. The higher levels of ferritin at 24 weeks most likely reflect an increased inflammatory response in early pregnancy as discussed below. This and other analyses of iron metabolism in the obese group are further discussed and explored elsewhere [20] , and we plan long-term follow ups to assess its impact on offspring neurodevelopment.
Our results demonstrated lower levels of vitamin B12 and folate in obese mothers compared to controls. This may partly be explained by differences in ongoing or recently discontinued intake of supplements at inclusion, but it may also reflect differences in dietary habits. Nevertheless, this observation is interesting and we found few previous assessments of vitamin B levels in obese and diabetic mothers to compare with. In one Vietnamese observational trial, authors found no association between BMI and B12 or folate [34] . Our findings are of high clinical interest since deficiencies in both vitamins are associated with maternal as well as offspring morbidity [35] . Folate deficiency is a risk factor for neural tube defects but it is also attributed a key role in fetal programming, due to its role in DNA-methylation [16] . Lower levels of vitamin B12 are associated with increased risk of neural tube defect, adiposity, increased insulin resistance, impaired neurodevelopment and altered risk of cancer in the offspring [36] . A correlation between maternal and infant B12-status was recently verified in a randomized trial from Bangladesh, suggesting that altering levels in the mother can affect the fetus [37] . Furthermore, a recent in vitro study showed that placental trophoblasts from GD mothers are less functional and sensitive to alterations in the mother and that leptin may inhibit their transport [38] . Considering these findings, the above described clinical relevance of B12, and the here observed differences in obese mothers, we hypothesize that un-optimal homeostasis of vitamin B12, may be an important mechanism behind negative long term effects following obese pregnancies. Further studies of the mechanisms for vitamin B transport in general and for mothers with obesity and/or GD may give further clues to early programming and are urgently warranted in this and other cohorts. Interestingly, even though they included overweight and obese mothers, the GD group in the present study had levels of B12 that were similar to the controls. Most likely, this is due to the local routine of offering nutritional counseling to mothers diagnosed with GD, a hypothesis supported by the higher prevalence of B12 supplementation. Another expected maternal biochemical characteristic was the increased inflammatory response, presented through higher levels of CRP at all measures and of ESR at 24 weeks of gestation both in the overweight/obese mothers and in those with GD. This finding is in accordance with the present literature regarding obesity, which states that obesity is an inflammatory disease [39] . The clinical relevance for these small differences is unclear. However, it has been discussed that inflammation is a potential mechanism for un-optimal fetal development in obese pregnancies [40] and the results here supports further studies of this field.
The overall aim of the PREOBE project is to explore the effect of these maternal metabolic pathologies in the offspring. In the present paper, we analyzed the birth characteristics and found that the infants born from obese mothers had significantly higher birth weight and waist circumference while the infants born from mothers with GD had higher waist/height index compared to controls. Of most clinical relevance was an increased risk of macrosomia in the offspring of obese mothers. Furthermore, there were significant differences between the groups on chest circumference, showing a trend of higher levels in the obese group, even if these did not reach significance in the post hoc analyses. Altogether, the results suggest that the maternal obesity and GD contribute to small but nevertheless significant overnutrition, further supporting the hypothesis that excess of "fuel" during pregnancy contributed to increased growth in the fetus [41] . This observation of birth weight is in line with several previous epidemiological trials [15] . We also observed a higher placental/neonatal weight ratio in the obese mothers which might suggest that placental function is compromised [42] . Other researchers have also observed increased prevalence of preterm delivery [6] . In the present paper, we found no such increased risk, possible explained by overall low prevalence (1.5-4.2 %). Neither did we observe a significant difference in infant BMI or gestational age. A limitation with the study presented here is the heterogeneity among the mothers with GD. First, they were included in the same group independently of BMI and interactions with BMI may occur in the outcomes from this group. Secondly, the GD mothers were offered individualized nutritional recommendations and we have limited individual information regarding the compliance to this. Additional stratification of the GD mothers would have strengthened the study further but due to low sample size, we chose not to do it in the present analyses. Nevertheless, the GD group of the present study represent a common group of mothers in daily clinical practice and further knowledge regarding their metabolism during pregnancy as well as the health of their offspring, is relevant from a clinical perspective. Furthermore, since the groups were only compared to controls, the finding in the overweight and obese groups can be interpreted without a similar risk of interaction with GD. Other limitations of the study are the poor compliance rate. The dropout rate at each time of measure was high, particularly at delivery, and apart from lower power in our statistical analyses, the representativeness of the cohort may be reduced.
The main limitation of the present study is the observational design which does not allow inference of causality behind the observed differences and confounding e.g. from socioeconomic factors and normal fluctuations during pregnancy, may have occurred. However, the aims of the present baseline analyses were to identify differences and to generate candidates for future research. In that perspective, we find the results interesting and relevant. We explored our cohort using a wide variety of biomarkers and other assessments and found several interesting alterations that might hold important clues to the programming mechanisms, whether they are confounded by other factors or not. E.g., the observations in B12 levels are not described previously and prompt important future research. Above, we discussed the observations made in the present analyses, but due to the amount of data recorded, we also aim further secondary analyses to explore and discuss each group of biomarkers in detail. Furthermore, due to stored serum, placental samples, and DNA, the study enables future additional analyses. But above all, due to the planned follow ups, we are able to explore their correlation to long term health in the offspring.
Conclusions
Maternal overweight, obesity and GD are associated with alterations in nutrition, anthropometrics, and biochemical markers of the pregnant women. The effect on the fetus is yet unclear but we observed higher body weight and increased risk of macrosomia in the offspring to mothers with obesity. Based on the alterations observed and previous research of early programming, we identified several possible candidates for future research including; markers of glucose metabolism, inflammation, and iron status, and levels of vitamin B12 and folate. Except for mechanistic studies, there is a need of longterm studies aiming to explore if any of these markers are associated with long term health in the offspring. To contribute, we plan to follow the PREOBE cohort up to 7.5 years of age.
